Cord blood samples from healthy donors were obtained by informed consent from The University of Texas MD Anderson Cancer Center according to protocols approved by the institute's Institutional Review Board. Mononuclear cells were isolated by Ficoll (SigmaAldrich) density centrifugation and used immediately. The isolated cells were treated with ABT-737, metformin or both in RPMI-1640 medium containing 10% fetal bovine serum for 16 hours. The primary cells were then stained with hCD34-APC, Annexin V-FITC and DAPI. The percentage of apoptosis (Annexin V + ) was measured by a Gallios flow cytometer (Beckman Coulter, Indianapolis, IN). Live stem/progenitor cells were also enumerated using CountBright beads (Life Technologies, Carlsbad, CA) after gating on CD34+ cells. Data were analyzed using Kaluza software (Beckman Coulter).
Measurement of oxygen consumption and extracellular acidification rate by Seahorse system
KBM5 and REH cells (0.4×10^6 cells/ml in 10 ml) were seeded in T75 flasks during the time of treatment (2 hrs) in substrate-limited medium as suggested by the manufacturer. After incubation, the cells were spun down, re-suspended in FAO medium and seeded in XF96e Seahorse Biosciences plates at a concentration of 0.2-0.3 million of cells/well. Fifteen minutes before the initial measurement, Etomoxir (40 μM) was added to the control wells; and immediately before the start of data acquisition, substrates were added to the specific wells. Oxygen consumption (OCR) and extracellular acidification rate (ECAR) were determined per the manufacturers' instructions.
